[Abstract] Macrophage recognition of Candida albicans (C. albicans) is facilitated by pattern recognition receptors that interact with the fungal pathogen associated molecular patterns (PAMPs). Dectin-1 is the major macrophage receptor that is known to recognize fungal Betaglucans leading to induction of various immune responses. This receptor is also known to be required for in vivo protection against C. albicans (Taylor et al., 2007) . We recently showed that the Dectin-1 mediated protection in vivo is strain-dependent, and that C. albicans can adapt to modulate immune recognition by Dectin-1 (Marakalala et al., 2013) . In vitro analysis, however, showed a Dectin-1-dependent and pro-inflammatory responses against all strains tested. This protocol describes in detail the in vitro analysis used in the paper. In particular, methods involved in fluorescent labeling of live C. albicans, quantification of macrophage binding of the pathogen, and pro-inflammatory responses to yeast and hyphal forms of the fungi are described. 
4. Adjust the cell density to at least 3.2 x 10 6 yeast/ml, or as desirable in PBS and transfer into a 2 ml eppendorf tube.
5. Add Rhodamine Green-X to a concentration of 200 μg/ml.
6. Cover the tube with foil and incubate with gentle agitation at room temperature for 30 to 45 min.
7. Centrifuge the labelled cells at 3,000 rpm for 5 min and resuspend in PBS.
8. Wash the cells about ten times with 2 ml PBS or until free Rhodamine Green-X is removed.
B. Macrophage binding and pro-inflammatory assays
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http://www.bio-protocol.org/e1123 Zymosan is made of Beta-glucan particles that are recognized by macrophage receptors and induce pro-inflammatory responses; Dectin-1 is a well-studied receptor for these particles (Brown et al., 2003) .
Notes: a. Zymosan is labelled with FITC according to manufacturer's (Molecular Probe)
instructions as described also in detail in Kerrigan et al. (2012) .
b. The expected results are that Zymosan will bind macrophage and induce
proinflammatory responses in a Dectin-1 dependent manner.
8. Incubate the plate on ice for 30 min to allow the particles to settle, and then a further 30 min incubation at 37 °C, 5% CO2.
9. Wash the wells three times with 0.5 ml RPMI plus 10% FCS to remove the unbound particles.
10. Add 500 μl of the RPMI plus 10% FCS to the wells and incubate at 37 °C for 3 h, 5%
CO2.
